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DMEM 4 fitg % 37 K&, e 25 (1 {, i 24F 176 (FBS)
(Biochrome 72\ &) ), Generay J&i Bi i 32 i 7] &
(Generay~ 7)) , Smad2 $HifA& (Cell Signaling AR,
Flag i f& (Cell Signaling %% 7). ANTI-FLAG ®
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CTAGTCTAGAATGTCGTCCATCTTGC-
CATTC

Primer Anti—sense: Smad2—Flag— EcoRI

CCGGAATTCTTACTTATCGTCGTCATC-

CTTGTAATCTGACATGCTTGAGCAACGCAC

TGAA,
PCR R R IEWE 1.
%*1 PCR KRR
Component Volume/ L
10x Buffer for KOD -Plus— 5
2 mM dNTPs 5
25 mM MgSO, 2
10 pmol/pL Primer sense 1.5
10 pmol/ pL. Primer anti-sense 1.5
Template-SW620cDNA 1
PCR grade water 33
KOD-Plus— (1. 0 U/pl) 1
Total reaction volume 50
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& & : Ligation high ¥ 4% mix 5 uL, pCDH-CMV-
MCS-EF1-GFD F Bt 5 ng,Smad2 B 25 ng, ¥4
1 % BH P () 5 41 ok pCDH-CMV-Smad2-EF1-
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VG,408~418 pl. ddH, 0,62 pl. 2M CaCl, , 54T
TRED BRI 500 pl 2 X HBS(PH=7. 05) , Ji¥
B 20 min J5¥ P TR AP 0 & I A R 293 T
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Tris - Cl (pH7. 4), 150 mmol/L NaCl, 0. 05%
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Establishment of A549 Cell Model Expressing Smad2 Protein Efficiently
YUAN Su-jing"+ LIANG Yu-pei' » CHEN Yong-vi'» ZHANG Kang-jian’
(1. Xinyuan Institute of Medicine and Biotechnology. School of Life Sciences, Zhejiang
Sci-Tech University, Hangzhou 310018, China;
2. Institute of Biochemistry and Cell Biology, Shanghai Life Sciences Institute,
Chinese Academy of Sciences, Shanghai 200031, China)

Abstract: This paper conducts lentivirus packaging for lentivirus packaging series plasmid transfection
293T cell carrying Smad2-Flag gene; infects A549 cell with lentivirus collected and purified; screens out
GFP positive cells with flow sorting and conducts Western blot evaluation with Flag antibody and Smad?2
antibody. Through Western blot evaluation, GFP positive A549 cell obtained by flow sorting can efficient-
ly express exogenous Smad2-Flag fusion protein; meanwhile, GFP positive cell of no-load lentivirus pro-
cessing does not express Smad2-Flag protein. The result shows that A549 cell line expressing Smad2 pro-
tein efficiently is established successfully, which lays a foundation for further research on anti-lung cancer
molecular mechanism of super interferon.

Key words: A549 cell line; lentivirus; GFP; Smad2
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